(B) A merodiploid Mtb strain constitutively expressing an ectopic copy of Rv1990c was constructed by integration of plasmid pGMC-S-P1-Rv1990c (Str R ). (C) Deletion of the Rv1989c-Rv1990 operon was obtained by recombineering with a DNA fragment harboring a kanamycin resistance cassette flanked by ~500 bp fragments of upstream and downstream regions. Primers indicated in black (specific for flanking regions) and in red (specific for internal deleted sequences) were used to confirm the deletion of the operon by PCR analysis. (D) Replacement of pGMC-S -P1-Rv1990c by an empty plasmid conferring zeomycin-resistance yielded strain Mtb ∆(Rv1990c- complex. Total and soluble protein fractions of E. coli expression pellets; eluate of high salt wash of Ni-NTA resin after incubation with the soluble protein fraction; eluate of subsequent imidazole (300 mM) wash; peak fraction after ion exchange chromatography (MonoQ) containing MbcT; peak fraction after size-exclusion chromatography of MbcT. Similar results were obtained in six independent experiments. (B) Coomassie-stained denaturing polyacrylamide gel loaded with 10 g of purified WT MbcT and MbcT R27E. + consumption of MbcT (50 nM) measured at different time points and starting concentrations of NAD + in NaCl (50 mM), sodium phosphate (50 mM) buffer (pH 7.5). The initial rates of NAD + consumption used for the calculation of Michaelis-Menten kinetics are indicated below the graph. Data are represented as mean of four independent replicates  SD with the exception of the 0.8 mM data series which is calculated from seven independent replicates. (B) Calculation of the turnover rate constant (kcat) using a non-linear fit of the observed rate constants (kobs) versus the corresponding NAD + concentration. 
